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Multicellular tumor spheroids are an important model system to investigate the response 
of tumor cells to radio- and chemotherapy. They share more properties with the original 
tumor than cells cultured as 2D monolayers do, which helps distinguish the intrinsic prop-
erties of monolayer cells from those induced during cell aggregation in 3D spheroids. The 
paper investigates some metabolic aspects of small tumor spheroids of breast cancer 
and their originating MCF-7 cells, grown as monolayer, by means of high–resolution (HR) 
1H NMR spectroscopy and MR microimaging before and after gamma irradiation. The 
spectra of spheroids were characterized by higher intensity of mobile lipids, mostly neu-
tral lipids, and glutamine (Gln) signals with respect to their monolayer cells counterpart, 
mainly owing to the lower oxygen supply in spheroids. Morphological changes of small 
spheroids after gamma-ray irradiation, such as loss of their regular shape, were observed 
by MR microimaging. Lipid signal intensity increased after irradiation, as evidenced in 
both MR localized spectra of the single spheroid and in HR NMR spectra of spheroid 
suspensions. Furthermore, the intense Gln signal from spectra of irradiated spheroids 
remained unchanged, while the low Gln signal observed in monolayer cells increased 
after irradiation. Similar results were observed in cells grown in hypoxic conditions. The 
different behavior of Gln in 2D monolayers and in 3D spheroids supports the hypothe-
sis that a lower oxygen supply induces both an upregulation of Gln synthetase and a 
downregulation of glutaminases with the consequent increase in Gln content, as already 
observed under hypoxic conditions. The data herein indicate that 1H NMR spectroscopy 
can be a useful tool for monitoring cell response to different constraints. The use of 
spheroid suspensions seems to be a feasible alternative to localized spectroscopy since 
similar effects were found after radiation treatment.
Keywords: Mr spectroscopy, spheroids, mobile lipids, radiation, metabolism
inTrODUcTiOn
Solid tumors grow in a three-dimensional (3D) spatial conformation, resulting in an heterogeneous 
exposure to oxygen and nutrients, which induces radio- and chemotherapy resistance with a high 
rate of tumor recurrence and treatment failure. Different model systems have been proposed in 
order to gain insight into the mechanisms that underlie induced tumor resistance (1). To investigate 
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the characteristics of tumors and their response to chemo–radio 
treatment, cells obtained from tumors are usually cultured as 
a monolayer, though differences with the original tumors have 
been observed (2). Three-dimensional in vitro models, such as 
spheroids, have been used in cancer research as an intermedi-
ate model between in vitro cancer cell line cultures and in vivo 
tumors. Spherical cancer models are major 3D in vitro models 
that have been mostly described over the past four decades (1). 
Spheroids provide an in vitro 3D model for studying proliferation, 
cell death, differentiation, and metabolism of cells in tumors and 
their response to different treatments (3). Spheroids above 500 μm 
in diameter commonly display a layer-like structure comprising 
a necrotic core surrounded by a viable rim, which consists of an 
inner layer of quiescent cells and an outer layer of proliferating 
cells (4). Cellular microenvironments, such as hypoxia, which has 
been identified as a cause of drug resistance can be modeled and 
created within spheroids for accurate testing of drug efficacy. In 
fact, the cells in the spheroid core may mimic the condition of 
hypoxia typical of solid tumors (5–7). Spheroids have often been 
proposed as a model in view of their potential use in preclini-
cal studies (8), for example, for studying tumor stem cells, such 
as those growing as neurospheres from brain tumors (9) or as 
mammospheres from breast cancer (10). Obviously, in these sys-
tems, it is critical to distinguish between cell aggregation-related 
phenomena from phenomena associated to the stem nature of the 
cells. Spheroids have also been studied to better understand the 
energy metabolism of breast cancer cells, where an unexpected 
modulation of glycolysis and mitochondrial metabolism has been 
observed and used as targeted anti-mitochondrial therapy (11).
Magnetic resonance spectroscopy (MRS) and imaging (MRI) 
are versatile techniques to study tissues and related models, such 
as multicellular 3D systems (12). They may represent a useful 
tool to elucidate cell metabolism for they can reveal biomarker 
metabolites to be targeted for disease treatment without perturb-
ing the system (11, 13). Both approaches are valid. Through high-
resolution (HR) MRS, it is possible to monitor cell metabolism in 
systems much more complex than a single cell, whereas MRI and 
localized MRS allow the separate monitoring of the metabolism 
in the inner region and in the peripheral cell layers where DNA 
synthesis and mitotic activity are largely confined.
In a previous paper, 1H NMR was used to reveal differences in 
signals of lipids and lipid metabolites during cell growth in cul-
ture. High intensity mobile lipid (ML) signals were found during 
the first days in culture; afterwards the same signals declined but 
started to increase again at late confluence in MCF-7. Spectra from 
suspensions of MCF-7 spheroids suggested that lipid metabolism 
in spheroids mimics that of confluent cultures of monolayer cells 
(2). In the present work, we studied small MCF-7 spheroids in 
suspension by HR 1H NMR, and single larger MCF-7 spheroids 
by localized 1H MR spectroscopy. Spectra were compared with 
those of MCF-7 cells growing as monolayer under normal and 
hypoxic conditions. In addition, given the well-known higher 
resistance of hypoxic tumor cells to radiation therapy, we inves-
tigated spheroid response to irradiation with a single acute 20 Gy 
dose of gamma rays to get information on the possible effects of 
radiation therapy on tumors. We irradiated cells and spheroids 
with a single high radiation dose comparable with total doses 
delivered during radiation therapy in a fractionated regimen, 
and with single high doses used in other therapeutic modalities, 
such as intraoperative radiotherapy and stereotactic radio-
surgery (14). In particular, NMR visible lipids and glutamine 
(Gln)–glutathione (GSH) metabolic pathways were examined in 
consideration of their role in the cell response to oxidative stress.
MaTerials anD MeThODs
cells and spheroids
MCF-7 cells were purchased from ATCC (Manassas, VA, USA) 
and kindly donated by Dr Stefania Meschini, Istituto Superiore 
di Sanità, Rome (Italy). Both monolayer cultures and spheroids 
were grown in RPMI 1640 medium (Hyclone, Logan, UT, USA) 
supplemented with 10% fetal calf serum (Hyclone, Logan, UT, 
USA) and 50 μg/ml gentamicin. Monolayer cells were routinely 
seeded in 175  cm2 flasks in 50  ml medium. The medium was 
replaced every 72 h.
Spheroids were obtained by growing cells in a gyratory rotation 
system at a rate of 70 rpm, at 37°C: a suspension of MCF-7 cells 
was inserted in a 225-ml conical tube filled with 180 ml growth 
medium, at a density of 4 × 106 cells per tube and maintained 
during spheroids aggregation in a horizontal position.
Cells and spheroids were irradiated in culture flasks at a dose 
of 20 Gy with a 137Cs gamma rays source [Gammacell 40 Exactor 
(NORDION, Canada)]. Cells were harvested and measured at 
48 h after irradiation.
Hypoxia was obtained by growing cells for 24 h in 2% O2, 93% 
N2, and 5% CO2.
For HR spectroscopy experiments, NMR cell samples were 
prepared as described elsewhere (15). The pellet from monolayer 
cells, suspended in phosphate-buffered saline (PBS) (approxi-
mately 20 × 106 cells), was transferred into a coaxial tube system. 
Spheroid suspensions were centrifuged at 400 rpm for 3 min and 
washed in PBS, the pellet was then transferred into the coaxial 
tube system. In both systems, 1 mM sodium 3-(trimethyl-silyl) 
propionate 2,2,3,3-d (TMSP) in D2O in the external compartment 
was used to provide a lock signal and a frequency standard.
For microimaging and localized spectroscopy experiments, 
individual spheroids were selected from the spinner tube, sus-
pended in PBS, and poured into a 1% (w/v) low-melting-point 
agarose solution. Agarose powder (Sigma chemicals, Type VII, 
low gelling temperature) was dissolved in deionized water and 
heated in a microwave oven, until all agarose was completely 
dissolved. The solution was allowed to cool to 37°C, then the 
spheroid suspension was added. Small amounts of the solution, 
containing one or more spheroids, were inserted in capillary tubes 
(2 mm diameter) and allowed to solidify at room temperature.
1h nMr spectroscopy high-resolution  
1h Mrs Measurements
1H MR spectra were run at 400.14 MHz on a digital Avance spec-
trometer (Bruker, AG, Darmstadt, Germany). One-dimensional 
1H NMR spectra were acquired with a 90° RF pulse, using a sweep 
width of 4006.4 Hz. Typically 300 scans were sufficient to obtain 
a good signal-to-noise ratio for intact cells.
AB
FigUre 1 | (a) Sagittal image of a small spheroid with a diameter of about 
0.5 mm, inserted in agarose gel. (B) Sagittal image of a spheroid after 
10 days in culture. The diameter is about 1.8 mm. It is possible to identify 
two different regions: a necrotic core and a viable rim. Both images were 
acquired with an MSME sequence.
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Two-dimensional 1H correlation spectroscopy (COSY) spectra 
of cells were acquired using a 90° − t1 to 90° − t2 pulse sequence, by 
summing 16 free induction decays for each of 256 increments in t1.
Spectra were acquired as a matrix of 512 ×  256 data points 
in the time domain. A Lorentzian–Gaussian function with 
LB1/4:10 Hz and GB1/4: 0.1 was applied to enhance the resolution 
in the t1 domain before Fourier transformation. Water suppres-
sion in one- and two-dimensional 1H experiments was achieved 
by irradiating water signal. Measurement of cell samples lasted 
approximately 100 min (10 min for one dimensional and 90 min 
for the two-dimensional experiment) as previously reported (2). 
Cell viability, tested by trypan blue exclusion, was greater than 
90% at the beginning of the preparation and greater than 80% 
at the end of the MRS measurements, in agreement with the lit-
erature for other cell samples examined with MRS under similar 
conditions (15). One-dimensional spectra were run before and 
after two-dimensional COSY to check the stability of the signals 
of interest. Cell spectra were run on samples containing compa-
rable cell mass.
Quantitative analysis of 1D spectra and 
2D cOsY cross Peak integration
Resonance deconvolution of one-dimensional spectra was 
performed using Bruker software “1D WINNMR” (Bruker, 
Germany). A Gauss/Lorentz ratio equal to unity for the line 
shape function was chosen. Nine deconvolution lines were used 
to obtain a good fit in the interval 0.75–1.65 ppm as previously 
reported (9). All peak positions were fixed, while peak intensities 
and line widths were fitted. No prior knowledge was imposed on 
–(CH2)n– of ML resonance. The quantitative analysis of peaks was 
done by measuring the fitted peak intensities. Individual integral 
values were normalized using the methyl group of cytosolic 
polypeptides at 0.94 ppm as internal reference. This signal, which 
is observed in cancer cells of different origin as well as in normal 
tissues, belongs to the methyl group of cytosolic polypeptides, 
and is indicative of cell mass (16).
Two-dimensional cross-peak integration was done by the 
Bruker “2D WINNMR” software (Bruker, Germany). The 
integral values were computed by summing all positive points 
inside the integral region. The plane baseline was evaluated and 
subtracted from the integrals. Besides providing spectral assign-
ment from correlations between pairs of related resonances that 
overcame the problem of peak superimposition in 1D spectra, the 
off-diagonal elements in 2D spectra gave information on relative 
concentrations. Cross-peak integrals were normalized to the 
intensity of lysine (Lys) cross peak at 1.70–3.00 ppm. This peak is 
reasonably constant in a large number of cell models and tissue 
samples (9, 17).
localized 1h Mr spectroscopy  
and imaging
1H MR localized spectroscopy and imaging were done with a 
Bruker AVANCE spectrometer microimaging device, equipped 
with a 2 mm inner diameter resonator. Proton density weighted 
images were acquired using a multislice spin-echo (MSME) pulse 
sequence with the following parameters: 0.5  cm field of view, 
0.3 mm slice thickness, 2000 ms repetition time, 15 ms echo time, 
and 256 × 256 acquisition matrix. Localized spectra were acquired 
from a volume of interest of 0.3 mm × 0.3 mm × 0.3 mm using 
the PRESS sequence with 15 ms echo time and 3600 acquisitions 
(100  min total acquisition time). Exponential line broadening 
was used resulting in a line width of 30 Hz.
resUlTs
Magnetic resonance images of MCF-7 spheroids of different sizes 
were obtained and compared. Figure 1A depicts a representative 
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small spheroid, <0.5 mm diameter, usually obtained after 4 days 
in culture. Figure 1B shows a larger spheroid, 1.8 mm diameter, 
typically obtained after at least 10 days in culture. In this latter 
case, a necrotic core is clearly visible, while cells in the rim look 
similar to those of small spheroids.
To avoid the confounding presence of the necrotic core 
characterized by non-viable cells with a metabolic fingerprint 
substantially different from the cells in the rim, we examined 
only small spheroids by both localized and HR MR spectroscopy. 
When using an internal signal as a reference for quantification, 
the number of cells per se does not influence metabolite levels. On 
the other hand, different spheroid sizes, due to different number 
of cells, may influence spectral signals because of differences in 
pO2 gradient within spheroids. For this reason, a lot of attention 
was paid to keep the spheroid size constant. The size conformity 
was achieved by the strict control of growth conditions and was 
confirmed by light microscopy and MR imaging.
Localized spectra of single small spheroids were then 
obtained. A representative spectrum is shown in Figure  2A. 
These spectra were compared with HR NMR spectra from a 
suspension of small spheroids and cells grown as monolayer. 
Figures 2B,B’,C,C’ show typical HR 1D and 2D COSY spectra of 
small spheroid suspensions and monolayer MCF-7 cells, respec-
tively. Interestingly, the localized spectrum of the single sphe-
roid (Figure  2A) showed remarkable similarities with the HR 
spectrum of the small spheroid suspension (Figure 2B); in both 
cases signals at 1.28 and 0.89 ppm dominated the spectra. These 
signals are attributed to MLs, mostly triglycerides in intracellular 
lipid droplets (18, 19). The greater signal linewidth in spheroid 
(Figures 2A,B) vs. monolayer cell spectra (Figure 2C) can be 
explained by a lower tumbling of lipids aggregates in spheroids 
due to their immobilization in the three-dimensional structure. 
Gln signal at 2.44 ppm was also quite different in spheroid and 
monolayer cell spectra.
Given the similarities between the localized and small 
spheroid suspension spectra, we studied the suspension by HR 
spectroscopy, preferentially using 2D COSY, that was recently 
implemented even for in vivo spectroscopy (19), for more precise 
quantification of spectral changes. In the present paper, MLs 
were quantified by cross-peak integrals in 2D COSY spectra 
deriving from the interaction of the terminal methyl group at 
0.89  ppm and the proximal methylene at 1.28  ppm, excluding 
the contribution from ω-3 fatty acids, where methyl protons 
at 0.98  ppm are coupled to the allylic methylene at 2.09  ppm 
(18, 19). The results of the quantification of ML and Gln signals 
in 2D spectra are shown in Figures  2D,E. Assignments of the 
signals of interest were performed on the basis of comparison 
with 1D and 2D COSY spectra of total lipid extracts and of Gln 
pure compound, reported in Supplementary Material (Figure S1 
and S2 in Supplementary Material, respectively).
The spectra of spheroid samples were characterized by higher 
intensity of ML (Figure 2D), mostly neutral lipids, and Gln signals 
(Figure 2E) as compared with their monolayer cells counterpart, 
most likely due to the occurrence of lower cell oxygenation in 
spheroids. To assess whether the behavior of these signals could 
be attributed to lower cell oxygenation in spheroids, we measured 
the spectra of MCF-7 monolayer cells grown under mild hypoxic 
conditions (Figures 2D,E). In both spheroids and hypoxic cells 
spectra, higher concentrations of Gln were found with respect to 
the spectra of monolayer cells (Figure 2E). A similar effect was 
observed in hypoxic HeLa cells (20). Also, the ML signals were 
more intense in comparison with well oxygenated cells growing 
as monolayer (Figure 2D).
We then examined the effects of irradiation in this multicel-
lular model for possible differences compared to monolayer cells. 
Spheroids suspension has been irradiated with a dose of 20 Gy. 
Under these conditions, cell proliferation is completely arrested, 
although maintaining metabolic activity. Monolayer MCF-7 cells 
were examined in the past at different times after irradiation (18). 
In the present paper, we examined samples 48 h after irradiation. 
Based on our previous experience (18), at this time interval, lipid 
signals in irradiated samples are much more intense than those 
in control samples, the latter still being in exponential growth. 
At later time intervals, exponential growth cannot be assured 
for control samples and consequently differences with irradiated 
samples can be deceptive. No cell killing was observed within 48 h 
after irradiation (21). Therefore, changes in lipid and Glx pool 
metabolism could be observed. Figure 3A shows the MR image 
of a typical spheroid 48 h after irradiation. Irradiated spheroids 
lose their regular shape, appearing larger and frayed. The effect 
of irradiation on ML signals is shown in Figures 3B,B’,C,C’,D,D’ 
for a localized single spheroid, spheroid suspension, and mon-
olayer cell spectra, respectively. The effect on single spheroid 
and on spheroid suspension was similar to that on monolayer 
cell spectra. The irradiation produced a strong increase in ML 
signals in all cases (Figures 3B’,C’,D’). Figure 3E reports relative 
intensities of the ML signal in 2D COSY spectra of monolayer 
cells and spheroid suspensions, which shows the increase of ML 
in irradiated samples (average of five experiments).
In addition, taking into account the oxidative stress induced 
by irradiation and the antioxidant properties of GSH, we analyzed 
the Glx pool (GSH, Gln, and Glu) region in 2D COSY spectra 
from spheroid suspension and monolayer cells. Figure 4 shows 
the effect of irradiation on signals of the Glx pool; a representative 
experiment is reported in Figures 4A,A’,B,B’ and the quantifica-
tion of five experiments in  Figures 4C,C’ for spheroid suspen-
sion and monolayer cells, respectively. GSH decreased in both 
spheroids and monolayer cells upon irradiation, the effect being 
very strong in spheroids, while Gln remained high in irradiated 
spheroids and increases in monolayer cells after irradiation.
DiscUssiOn
According to several studies and recent reviews (1, 22), some 
important properties of cell biology are shared by multicellular 
cancer spheroids and solid tumors in vivo, in particular growth 
characteristics, including growth rates (23), microenvironmental 
conditions, such as hypoxia, and related resistance to radiation 
treatments (1).
1H NMR spectroscopy has provided new insights into cell 
metabolism in animals and humans as it allows investigation of 
biologically active molecules in cells. With this respect, cell aggre-
gates, such as spheroids, provide a system of higher complexity as 
compared with monolayer cells allowing better characterization 
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FigUre 2 | (a) Localized 1D spectrum of a single small MCF-7 spheroid. 1D and 2D COSY high resolution (HR) spectra of small MCF-7 spheroid suspension (B,B’) 
and of monolayer MCF-7 cells (c,c’). Cross-peak labeled ML is from terminal methyl and bulk methylene coupling in mobile lipids (ML). Signal intensities of ML (D) 
and Gln (e) from 2D spectra of monolayer MCF-7 cells, spheroid suspension, and MCF-7 cells grown under mild hypoxia conditions (average of five experiments, 
error is the SD). In the figure, GSH and Glu stand for glutathione and glutamate, respectively. TMSP in D2O in the external compartment was used to provide a lock 
signal and a frequency standard.
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as in Figure 2.
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of cell metabolism. In the present work, we compared the local-
ized spectrum from a voxel in a single spheroid with NMR 
spectra from spheroid suspensions. A similar spectral behavior 
indicates that spheroid suspensions can be useful in NMR-based 
metabolic studies, thanks to simple sample preparation and 
spectra measurement.
The intense lipid signals attributed to fatty acid chains in 
neutral lipids (ML) have elicited much attention in the NMR 
community, which aims at providing new tools to improve 
the knowledge of lipid metabolism and correlate the spectral 
observations to biologically relevant events (24). Several studies 
have been conducted on these signals. Some authors found ML 
increasing concurrently with cell death by apoptosis (25). By 
contrast, such correlation was not found in our previous studies 
(18, 26). In fact, the intense increase in lipid signals observed in 
the monolayer MCF-7 cells after irradiation did not correlate 
with the onset of consistent apoptosis. Furthermore, HeLa cells, 
which had undergone relevant apoptosis after irradiation, did not 
show any increase in ML signal (18, 26). No definitive statement 
on the origin of ML accumulation or degradation may be issued 
given the complex, interrelated reactions involving lipid synthesis 
and degradation in different cells, and the numerous changes 
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FigUre 4 | (a,a’,B,B’) The Glx pool region of 2D COSY spectra of control and irradiated spheroid suspensions and monolayer cells after 48 h of 20 Gy dose 
irradiation. (c,c’) Quantitative evaluation of GSH, Gln, and Glu signal intensities in 2D COSY spectra of spheroid suspension and monolayer cells (average of five 
experiments, error is the SD), respectively. The most evident metabolites are labeled and abbreviated as in Figure 2.
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taking place in response to stress of different origin. On the other 
hand, ML signals were found to be sensitive in detecting cellular 
responses to microenvironmental changes, such as irradiation or 
treatment with anticancer drugs. Thus, they are good candidates 
for detecting success or resistance to treatments (27).
Lipid signals (ML) were found to be more intense in multicel-
lular spheroids than in monolayer cells: this can be attributed to 
lower cell oxygenation with the ensuing decline in cell growth as 
that observable in solid tissues (1). A similar increase in ML sig-
nals was confirmed by growing monolayer cells under low oxygen 
conditions, since a relevant increase in the intense lipid signal is 
present in hypoxic cells, possibly related to impaired fatty acid 
beta-oxidation due to the shift from aerobic to anaerobic metabo-
lism (28). Similar observations were obtained in hypoxic HeLa 
cells (20). In addition, the hypoxic condition has been associated 
with triglyceride and free fatty acid accumulation (29). Hypoxia 
is expected to increase lactate production, therefore, decreasing 
environmental pH: culturing in acidic pH produced an increase 
in lipid signals in C6 glioma cells (30). The ML increase may then 
be also related to decreased pH.
Finally, we observed an increased ML content in the cells after 
the radiation treatment. Interestingly, this has been reported for 
cells exposed at high doses, such as those used in medical treat-
ments, not a general phenomenon though, as it is modulated by 
differences in radiation sensitivity (18, 31). In a previous work 
on MCF-7 cells grown as monolayer cultures, we had already 
observed more intense ML signals in the spectra of irradiated 
cells with respect to control samples (18). This was attributed 
to cell cycle-dependent impairment of phospholipid synthesis 
and the consequent triglyceride accumulation accompanying 
the radiation-induced cell cycle block and proliferative arrest. 
Both in monolayer cell and in spheroid suspensions, lipid 
signals increased after irradiation. The effect in monolayer cells 
was attributed mainly to a slowing down of MCF-7 cell growth 
since apoptosis was not significant in these irradiated cells (21). 
Irradiated spheroids showed intense ML signals (likely related to 
the enhanced storage of lipids) and loss of their regular shape; 
while in monolayer cells, an altered cell growth condition was 
observed in the past (18).
Exposure to radiation usually affects metabolites of the Glx 
pool involved in antioxidant reactions of the cell response to 
oxidative stress. The analysis of Glx pool metabolites showed a 
decrease in GSH signal intensity after irradiation in both mon-
olayer cell and spheroid spectra. The decrease of GSH in spheroids 
after irradiation is due to its use as an antioxidant against reactive 
oxygen species (ROS) produced in large quantity by irradiation. 
The role of GSH in the radiation response of mammalian cells is 
well known and a protective effect was actually demonstrated in 
irradiated MCF-7 cells grown as monolayers (21). Similar effects 
were observed in hypoxic cells (32). Gln is differently regulated 
in monolayers and in 3D structures, being more abundant in 
spheroids than in cells growing as monolayer. This effect may 
also be ascribed to the reduced oxygen availability in spheroids 
where the lower oxygen tension induces increased Gln levels, 
as much as it occurs in other cell aggregates, such as stem cell 
neurospheres (9). This behavior can be attributed to upregulation 
of Gln synthetase and downregulation of glutaminases found in 
hypoxic conditions (33).
Although it has long been known that cell radiosensitization 
in vitro is easily done by depletion of antioxidant scavengers, such 
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as GSH (21, 34, 35) and that this molecule may be involved in 
antioxidant defense in different cultured cells (25), it is still under 
discussion whether targeting cancer cells by ROS-mediated 
mechanisms may be a reasonable therapeutic approach (36, 37). 
Modulation of antioxidant defenses of cancer cells by radio/chemo 
therapies may, in principle, provide a tool to improve therapeutic 
effectiveness. In this context, it would be worth further exploring 
the role of GSH together with that of amino acids Glu and Gln 
involved in its synthesis during therapeutic treatments.
cOnclUsiOn
The comparison between localized 1H MR spectroscopy of single 
spheroids and HR NMR on spheroid suspensions suggested the 
use of the latter for studying cell metabolism in spheroids, used 
as a 3D model close to solid tumors. Tumor tissues are often 
characterized by intense signals from fatty acids that have also 
been found in spheroids and, with less intensity, in the spectra 
of monolayer cells. These signals are also intense in irradiated 
and hypoxic MCF-7 cells, which is likely related to switching 
toward glycolytic metabolism after the radiation treatment. Gln 
levels are also quite high in spheroids as compared to 2D cultures. 
Similar Gln levels were present in different 3D aggregates, such as 
neurospheres. The Glx pool is strictly involved in the cell response 
to the hypoxic condition and radiation treatment, showing a GSH 
decrease due to its antioxidant role in irradiated samples of either 
spheroids or monolayer cells.
aUThOr cOnTriBUTiOns
AP designed the work, and carried out NMR experiments and 
data analysis. SG carried out NMR experiments and data analy-
sis. AL and AR carried out cell cultures and spheroid growth. 
VM carried out MR microimaging and localized spectroscopy 
experiments. LG, VV, and AR contributed to the interpretation 
of data for the work. All authors discussed the results, and read 
and approved the final manuscript.
acKnOWleDgMenTs
The authors are very grateful to Monica Brocco (ISS) for the 
linguistic revision of the manuscript.
sUPPleMenTarY MaTerial
The Supplementary Material for this article can be found online 
at http://journal.frontiersin.org/article/10.3389/fonc.2016.00105
reFerences
1. Weiswald LB, Bellet D, Dangles-Marie V. Spherical cancer models in tumor 
biology. Neoplasia (2015) 17:1–15. doi:10.1016/j.neo.2014.12.004 
2. Rosi A, Grande S, Luciani AM, Barone P, Mlynarik V, Viti V, et al. 1H MRS 
studies of signals from mobile lipids and from lipid metabolites: comparison 
of the behavior in cultured tumor cells and in spheroids. NMR Biomed (2004) 
17:76–91. doi:10.1002/nbm.867 
3. Ivascu A, Kubbies M. Rapid generation of single-tumor spheroids for 
high-throughput cell function and toxicity analysis. J Biomol Screen (2006) 
11(8):922–32. doi:10.1177/1087057106292763 
4. Lin RZ, Chang HY. Recent advances in three-dimensional multicellular 
spheroid culture for biomedical research. Biotechnol J (2008) 3:1172–84. 
doi:10.1002/biot.200700228 
5. Kim SH, Kuh HJ, Dass CR. The reciprocal interaction: chemotherapy 
and tumor microenvironment. Curr Drug Discov Technol (2011) 8:102–6. 
doi:10.2174/157016311795563875 
6. Shekhar MP. Drug resistance: challenges to effective therapy. Curr Cancer 
Drug Targets (2011) 11:613–23. doi:10.2174/156800911795655921 
7. Andre F, Berrada N, Desmedt C. Implication of tumor microenvironment in 
the resistance to chemotherapy in breast cancer patients. Curr Opin Oncol 
(2010) 22:547–51. doi:10.1097/CCO.0b013e32833fb384 
8. Hirschhaeuser F, Menne H, Dittfeld C, West J, Mueller-Klieser W, Kunz-
Schughart LA. Multicellular tumor spheroids: an underestimated tool is catch-
ing up again. J Biotechnol (2010) 148:3–15. doi:10.1016/j.jbiotec.2010.01.012 
9. Guidoni L, Ricci-Vitiani L, Rosi A, Palma A, Grande S, Luciani AM, et al. 1H 
NMR detects different metabolic profiles in glioblastoma stem-like cells. NMR 
Biomed (2014) 27:129–45. doi:10.1002/nbm.3044 
10. Lamb R, Bonuccelli G, Ozsvári B, Peiris-Pagès M, Fiorillo M, Smith DL, 
et al. Mitochondrial mass, a new metabolic biomarker for stem-like cancer 
cells: understanding WNT/FGF-driven anabolic signaling. Oncotarget (2015) 
6(31):30453–71. doi:10.18632/oncotarget.5852 
11. Mandujano-Tinoco EA, Gallardo-Pérez JC, Marín-Hernández A, Moreno-
Sánchez R, Rodríguez-Enríquez S. Anti-mitochondrial therapy in human 
breast cancer multi-cellular spheroids. Biochim Biophys Acta (2013) 
1833(3):541–51. doi:10.1016/j.bbamcr.2012.11.013 
12. Beloueche-Babari M, Box C, Arunan V, Parkes HG, Valenti M, 
De  Haven  Brandon  A, et  al. Acquired resistance to EGFR tyrosine kinase 
inhibitors alters the metabolism of human head and neck squamous carcinoma 
cells and xenograft tumours. Br J Cancer (2015) 112:1206–14. doi:10.1038/
bjc.2015.86 
13. Palmnas MSA, Voge HJ. The future of NMR metabolomics in cancer therapy: 
towards personalizing treatment and developing targeted drugs? Metabolites 
(2013) 3(2):373–96. doi:10.3390/metabo3020373 
14. Eldredge-Hindy HB, Rosenberg AL, Simone NL. Intraoperative radiotherapy 
for breast cancer: the lasting effects of a fleeting treatment. Int J Breast Cancer 
(2014) 2014:ArticleID214325. doi:10.1155/2014/214325 
15. Palma A, Grande S, Rosi A, Luciani AM, Guidoni L, Viti V. 1H MRS can 
detect aberrant glycosylation in tumour cells a study of the HeLa cell line. 
NMR Biomed (2010) 24:1099–110. doi:10.1002/nbm.1665 
16. Behar KL, Rothman DL, Spencer DD, Petroff OAC. Analysis of macromole-
cule resonances in 1H NMR spectra of human brain. Magn Reson Med (1994) 
32:294–302. doi:10.1002/mrm.1910320304 
17. Morvan D, Demidem A, Papon J, De Latour M, Madelmont JC. Melanoma 
tumors acquire a new phospholipid metabolism phenotype under cystemus-
tine as revealed by high-resolution magic angle spinning proton nuclear 
magnetic resonance spectroscopy of intact tumor samples. Cancer Res (2002) 
62:1890–7. 
18. Luciani AM, Grande S, Palma A, Rosi A, Giovannini C, Sapora  O, 
et  al. Characterization of 1H NMR detectable mobile lipids in 
cells from human adenocarcinomas. FEBS J (2009) 276:1333–46. 
doi:10.1111/j.1742-4658.2009.06869.x 
19. Mountford C, Ramadan S, Stanwell P, Malycha P. Proton MRS of the breast in 
the clinical setting. NMR Biomed (2009) 22(1):54–64. doi:10.1002/nbm.1301 
20. Grande S, Luciani AM, Palma A, Rosi A, Sapora O, Viti V, et  al. 
Hyperammonia and hypoxia induce relevant changes in lipid signals 
in 1H NMR spectra from human cancer cells. Proc Int Soc Magn Reson 
Med (2009) 17:2308. 
21. Rosi A, Grande S, Luciani AM, Palma A, Giovannini C, Guidoni L, et al. Role 
of glutathione in apoptosis by irradiation as evidenced by 1H MR spectra 
of cultured tumour cells. Radiat Res (2007) 167(3):268–82. doi:10.1667/
RR0578.1 
9Palma et al. Metabolic Study of Breast MCF-7 Tumor Spheroids after Irradiation by 1H NMR
Frontiers in Oncology | www.frontiersin.org April 2016 | Volume 6 | Article 105
22. Kimlin LC, Casagrande G, Virador VM. In vitro three-dimensional (3D) 
models in cancer research: an update. Mol Carcinog (2013) 52(3):167–82. 
doi:10.1002/mc.21844 
23. Lawlor ER, Scheel C, Irving J, Sorensen PH. Anchorage independent 
multi-cellular spheroids as an in  vitro model of growth signaling in Ewing 
tumors. Oncogene (2002) 21:307–18. doi:10.1038/sj.onc.1205053 
24. Di Vito M, Lenti L, Knijn A, Iorio E, D’Agostino F, Molinari A, et  al. 1H 
NMR-visible mobile lipid domains correlate with cytoplasmic lipid bodies in 
apoptotic T-lymphoblastoid cells. Biochim Biophys Acta (2001) 1530:47–66. 
doi:10.1016/S1388-1981(00)00165-7
25. Santini MT, Romano R, Rainaldi G, Ferrante A, Indovina P, Motta A, et al. 
1H-NMR evidence for a different response to the same dose (2 Gy) of ionizing 
radiation of MG-63 human osteosarcoma cells and three-dimensional spher-
oids. Anticancer Res (2006) 26:267–82. 
26. Grande S, Giovannini C, Luciani AM, Palma A, Rosi A, Sapora O, et  al. 
Radiation effects in cultured tumour cells examined by 1H MRS: mobile 
lipids modulation and proliferative arrest. Radiat Prot Dosimetry (2006) 
122(1–4):202–4. doi:10.1093/rpd/ncl517 
27. Delikatny EJ, Chawla S, Leung DJ, Poptan H. MR-visible lipids and the 
tumor microenvironment. NMR Biomed (2011) 24(6):592–611. doi:10.1002/
nbm.1661 
28. Huang D, Li T, Li X, Zhang L, Sun L, He X, et al. HIF-1-mediated suppression 
of Acyl-CoA dehydrogenases and fatty acid oxidation is critical for cancer 
progression. Cell Rep (2014) 8(6):1930–42. doi:10.1016/j.celrep.2014.08.028 
29. Gordon GB, Barcza MA, Bush ME. Lipid accumulation of hypoxic tissue 
culture cells. Am J Pathol (1977) 88(3):663–78. 
30. Barba I, Cabanas ME, Arus C. The relationship between nuclear magnetic 
resonance-visible lipids, lipid droplets, and cell proliferation in cultured C6 
cells. Cancer Res (1999) 59(8):1861–8. 
31. Essmann F, Engels IH, Totzke G, Schulze-Osthoff K, Jänicke RU. Apoptosis 
resistance of MCF-7 breast carcinoma cells to ionizing radiation is indepen-
dent of p53 and cell cycle control but caused by the lack of Caspase-3 and a 
caffeine-inhibitable event. Cancer Res (2004) 64:7065–72. doi:10.1158/0008-
5472.CAN-04-1082 
32. Ogunrinu TA, Sontheimer H. Hypoxia increases the dependence of glioma 
cells on glutathione. J Biol Chem (2010) 285:37716–24. doi:10.1074/jbc.
M110.161190 
33. Kobayashi S, Millhorn DE. Hypoxia regulates glutamate metabolism and 
membrane transport in rat PC12 cells. J Neurochem (2001) 76:1935–48. 
doi:10.1046/j.1471-4159.2001.00214.x 
34. Clark EP, Epp ER, Biaglow JE, Morse-Gaudio M, Zachgo E. Glutathione 
depletion, radiosensitization, and misonidazole potentiation in hypoxic 
chinese hamster ovary cells by buthionine sulfoximine. Radiation Res (1984) 
98:370–80. doi:10.2307/3576244 
35. Guichard M, Lespinasse F, Malaise EP. Influence of buthionine sulfoximine 
and misonidazole on glutathione level and radiosensitivity of human tumor 
xenografts. Radiation Res (1986) 105(1):115–25. doi:10.2307/3576731 
36. Trachootham D, Alexandre J, Huang P. Targeting cancer cells by ROS-
mediated mechanisms: a radical therapeutic approach? Nat Rev Drug Discov 
(2009) 8(7):579–91. doi:10.1038/nrd2803 
37. Abdalla MY. Glutathione as potential target for cancer therapy; more or less is 
good? Jordan J Biol Sci (2011) 4:119–24. 
Conflict of Interest Statement: The authors declare that the research was con-
ducted in the absence of any commercial or financial relationships that could be 
construed as a potential conflict of interest.
The reviewer SB and handling Editor declared their shared affiliation, and the 
handling Editor states that the process nevertheless met the standards of a fair and 
objective review.
Copyright © 2016 Palma, Grande, Luciani, Mlynárik, Guidoni, Viti and Rosi. This 
is an open-access article distributed under the terms of the Creative Commons 
Attribution License (CC BY). The use, distribution or reproduction in other forums 
is permitted, provided the original author(s) or licensor are credited and that the 
original publication in this journal is cited, in accordance with accepted academic 
practice. No use, distribution or reproduction is permitted which does not comply 
with these terms.
